(6) Centrifuge CFU cartridge at 3500 rpm (rcf 2328 g) for 15 min.
(7) Transfer constant quantity of eluted solution (clear solution: filtered volume between 0.1 to 0.5 mL) to plastic tube (e.g., Eppendorf sample tube 1.5 mL).
(8) Dilute transferred sample solution (between 0.1 to 0.4 mL) by 50% using methanol and then vortex-mix for 1 min.
(9) Centrifuge solution at 13 000 rpm for 5 min.
(10) Inject solutions to HILIC-MS/MS system (injection volume: 10 mL).
F. Calculations
Generate the calibration curves using the analyte-to-stable isotope internal standard's peak area ratios by weighted (1/x 2 ) least-squares linear regression on consecutive days. Concentration levels are 0.04, 0.1, 0.2, 0.4, 1, 2, and 5 mg/mL each nucleotides corrected using each stable isotopes. For IMP, this standard was corrected by GMP-13 C 10 , 15 N 5 . Calculate the sample concentration (mg/g) by "Detection values: mg/mL by calibration curve" × 100 for range of 4 to 500 mg/g (ppm; Table 2011 .21B). Calculate liquid sample (e.g., adjustable infant formula) concentration by "Sample concentration"/ labeled adjusting water volume (how to make infant formula using water volume). 
Results
The purpose of this method was to provide a simplified method that would prove accurate and useful in quantifying the five nucleotides (AMP, GMP, UMP, CMP, and IMP) in infant formula and adult nutritionals. The results showed that the LOD values were 0.005 (AMP, GMP, CMP, and IMP) and 0.01 mg/mL (UMP), and LOQ values were 0.01 (AMP, CMP), 0.02 (UMP), 0.025 (GMP), and 0.03 (IMP) mg/mL, respectively. Seven-point calibration was performed daily for all analytes with internal standards and showed good correlation values (r 2 = 0.999), and calibration errors to be <5.0% in three independent experiments. Recovery data were generated by using spiked samples for QC from nucleotide-free powder soy-based infant formula. Six replicates at three concentration levels (5, 25, and 250 µg/g) were tested. The determinations were conducted for intraday and interday testing. The intraday test was assessed by the recovery test of 6 times/1 day. The interday test was assessed by the recovery test of 2 times/1 day for 3 days. Intraday recovery ranged from 99.0 to 108.9%, and interday recovery ranged from 98.1 to 108.9%. The precision of the intraday study was determined to be 1.1-4.5%, while the interday was determined to be 0.7-5.4% (2). These samples were analyzed for ranges of the five nucleotides. Detected concentrations varied from none detected (nd) to 278 µg/g. The total nucleotide level ranged from nd to 600.2 µg/g in powder infant formula. For additional information regarding the study, see Inoue et al. (2) .
